Benzidine assay 19
In order to determine effects on erythroid differentiation, benzidine-positive cells was 20 identified using a solution containing 0.2% benzidine in 0.5 M glacial acetic acid 21 (10% H 2 O 2 ) as previously described (Bianchi et al., 2001) . Benzidine positivity 22
indicates the presence of intracellular hemoglobin. 23 24
High Performance Liquid Chromatography 25
K562 cells were harvested, washed once with phosphate buffered saline (PBS), and 26 the pellets were lysed in water. After incubation on ice for 15 min and spinning for 5 27 Manuscript Click here to view linked References min at 10,000 rcf in a microcentrifuge, the supernatant was collected and 28 hemoglobin proteins were separated by cation-exchange HPLC, using a Beckman 29
Coulter instrument System Gold 126 Solvent Module-166 Detector and a 3.5 x 0.46 30 cm column packed with porous (100-nm pore size) 5-mm microparticulate 31 polyaspartic acid-silica, Poly CAT A (Poly LC, Columbia MD, USA) (Ching et al., 32 1993) . Samples were eluted in a solvent gradient using aqueous sodium chloride-33
BisTris-KCN buffers, and detection was performed at 415 nm. The gradient was 34 made up of mobile phase A (20 mM Bis Tris, 2 mM KCN, pH 6.98) and mobile 35 phase B (20 mM Bis Tris, 2 mM KCN, 200 mM NaCl, pH 6.57), with a flow rate of 36 1.7 ml/min. Elution of hemoglobins was performed by increasing buffer B from 11% 37 to 40% and to 100% at 8 and 12 min, respectively, and then decreasing to 11% 38 buffer B for the least 8 min before application of next sample. The peak areas were 39 
